, the antibody was affinity purified, 1 mg/ml, the working concentration is 5 μg/ml. After one day (24 h) infection, the cells were washed with 500 μl PBS once, incubated for 2 to 5 min for every washing step with PBS, and then the cells were fixed with 500 μl 100% methanol for 10 min at RT, and then washed with 500 μl PBS once.
TRIzol reagent (Life Technologies
Next, they were incubated with 200 μl antibodies against NP (produced in rabbit) at 5 μl/ml in PBS/2% BSA at 37 °C incubator for 1 h. Afterwards, the cells were washed with 500 μl PBS three times. The cells were incubated with 2 μg/ml of Alexa Fluor conjugated Goat anti-rabbit IgG at 37 °C incubator for 1 h and then washed with PBS three times. Following that, the cells were covered with 80 μl mounting medium. Nuclei were stained using 4',6-diamidino-2-phenylindole (DAPI) in mounting media. Images were captured with fluorescence microscope at 10 or 20x lens. 7. After the cells were incubated at the 37 °C, CO2 incubator for 2 h, the cell was washed with PBS once, and then changed with DMEM/2% FBS.
8. In order to test the infection of SFTSV, after 14 to 24 h, the cell culture was collected, and total RNA was prepared using TRIzol reagent, and quantitive Real Time PCR were performed as above description. Alternatively, the cells were fixed with methanol and stained with NP antibody as above.
Representative data When quantitative PCR was performed, the plasmid NP-pCI-neo was diluted from 10 2 to 10 6 . Next, 2 μl was added in 20 μl reaction using SYBR Premix Ex Taq as per the user manual, the reaction was duplicated, and PCR was performed on the 7500 fast Real Time PCR System. X axis is the quantity of the NP copies. The Y axis is the value of CT of PCR at different copies.
Sample copies will be automatically generated by the program depending on the standard curve. The right figure is the amplification plot. 
